interactions. Further, they propose that homodimers can coalesce to form hetero-and homo-GPI-AP oligomer rafts through lipid interactions. The first finding is in good agreement with the results of our study:
we do not find enrichment of CD59 within mGFP-GPI enriched regions, ruling out any specific interactions between these GPI-APs. The latter statement, however, seems contradictory to our study: if indeed heteroassociates of GPI-APs could be formed via a lipid-mediated mechanism, we also should have found evidence for this interaction.
We think that the apparent discrepancy originates from the difficulty in precisely quantifying the lifetime of protein-protein interactions from single molecule co-diffusion experiments. Suzuki et al. were certainly aware of that and took care in accounting for it. However, specifically in this experiment, prolonged colocalization times may not only indicate the presence of an interaction between two homodimers, but can also reflect longer apparent co-diffusion times of two incidentally colocalized homodimers due to significantly slower diffusion. In fact, since the diffusion of an antibody-crosslinked CD59 is almost three times slower than that of a single CD59 molecule labeled with a Fab fragment 3 , a concomitant 3-fold increase in the co-diffusion times of antibody-crosslinked CD59 can be expected.
